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[57] ABSTRACT 

The present invention relates to improved methods for 
making and using bioadhesive, bioresorbable, anti-adhesion 
compositions made of intermacromolecular complexes of 
carboxyl-containing polysaccharides and polyethers, and to 
the resulting compositions. The polymers are associated 
with each other, and are then either dried or are used as 
?uids. Bioresorbable, bioadhesive, anti-adhesion composi 
tions are useful in surgery to prevent the formation of 
post-surgical adhesions. The compositions are designed to 
breakdown in-vivo, and thus be removed from the body. 
Membranes are inserted during surgery either dry or option 
ally after conditioning in aqueous solutions. The anti 
adhesion, bioadhesive, bioresorptive, antithrombogenic and 
physical properties of such membranes can be varied as 
needed by carefully adjusting the pH of the polymer casting 
solutions, polysaccharide composition, the polyether 
composition, or by conditioning the membranes prior to 
surgical use. Bi- or multi-layered membranes can be made 
and used to provide further control over the physical and 
biological properties of antiadhesion membranes. Antiadhe 
sion compositions may also be used to deliver drugs to the 
surgical site and release them locally. 

34 Claims, 7 Drawing Sheets 
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BIORESORBABLE COMPOSITIONS OF 
CARBOXYPOLYSACCHARIDE POLYETHER 
INTERMACROMOLECULAR COMPLEXES 
AND METHODS FOR THEIR USE IN 
REDUCING SURGICAL ADHESIONS 

FIELD OF THE INVENTION 

This invention relates generally to the manufacture of 
membranes comprising carboxypolysaccharide/polyether 
intermacromolecular complexes and the use of those mem 
branes to prevent adhesions betWeen tissues from forming 
after surgery. The membrane properties can be tailored to 
achieve desired degrees of adhesion prevention, 
bioresorbability, bioadhesiveness, and antithrombogenic 
effects. 

BACKGROUND OF THE INVENTION 

Adhesions are unWanted tissue groWths occurring 
betWeen layers of adjacent bodily tissue or betWeen tissues 
and internal organs. Adhesions commonly form during the 
healing Which folloWs surgical procedures, and When 
present, adhesions can prevent the normal motions of those 
tissues and organs With respect to their neighboring struc 
tures. 

The medical and scienti?c communities have studied 
Ways of reducing the formation of post-surgical adhesions 
by the use of high molecular Weight carboxyl-containing 
biopolymers. These biopolymers can form hydrated gels 
Which act as physical barriers to separate tissues from each 
other during healing, so that adhesions betWeen normally 
adjacent structues do not form. After healing has substan 
tially completed, the barrier is no longer needed, and should 
be eliminated from the body to permit more normal function 
of the affected tissues. 

Several different types of biopolymers have been used for 
this purpose. For example, BalaZs et al., US. Pat. No. 
4,141,973 discloses the use of a hyaluronic acid (HA) 
fraction for the prevention of adhesions. HoWever, because 
HA is relatively soluble and readily degraded in vivo, it has 
a relatively short half-life in vivo of 1 to 3 days, Which limits 
its ef?cacy as an adhesion preventative. 

Methyl cellulose and methyl cellulose derivatives are also 
knoWn to reduce the formation of adhesions and scarring 
that may develop folloWing surgery. (Thomas E. Elkins, et 
al., Adhesion Prevention by Solutions of Sodium Carboxym 
ethylcellulose in the Rat, Part I, Fertility and Sterility, Vol. 
41, No. 6, June 1984; Thomas E. Elkins, M. D. et al., 
Adhesion Prevention by Solutions of Sodium Carboxymeth 
ylcellulose in the Rat, Part II, Fertility and Sterility, Vol. 41. 
No. 6, June 1984. HoWever, these solutions are rapidly 
reabsorbed by the body and disappear from the surgical site. 

In addition to solutions of carboxyl-containing 
biopolymers, solutions of polyethers can also decrease the 
incidence of post-surgical adhesions. Pennell et al., US. Pat. 
No. 4,993,585 describes the use of polyethylene oxide in 
solutions of up to 15% to decrease formation of post-surgical 
adhesions. Pennell et al., US. Pat. No. 5,156,839 describes 
the use of mixtures of carboxymethylcellulose up to about 
2.5% by Weight, and polyethylene oxide, in concentrations 
of up to about 0.5% by Weight in physiologically acceptable, 
pH neutral mixtures. Because of the neutral pH, these 
materials do not form association complexes, and thus, 
being soluble, are cleared from the body Within a short 
period of time. 

The above-described solutions have several disadvan 
tages. First, they have short biological residence times and 
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2 
therefore may not remain at the site of repair for suf?ciently 
long times to have the desired anti-adhesion effects. 
Although the methods of manufacture of certain 

carboxypolysaccharide-containing membranes have been 
described, the membranes are poorly suited for use to 
prevent adhesions. Butler, US. Pat. No. 3,064,313 describes 
the manufacture of ?lms made of 100% carboxymethylcel 
lulose (CMC) With a degree of substitution of 0.5 and beloW, 
made insoluble by acidifying the solution to pH of betWeen 
3 and 5, and then drying the mixture at 70° C. to create a 
?lm. These ?lms Were not designed to be used as anti 
adhesion barriers. Anderson, US. Pat. No. 3,328,259 
describes making ?lms of 100% carboxymethylcellulose 
and polyethylene oxide, alkali metal salts, and a plasticiZing 
agent for use as external bandages. These materials are 
rapidly soluble in plasma and Water and thus Would have a 
very short residence time as an intact ?lm. Therefore, these 
compositions are not suitable for alleviating surgical adhe 
sions. 

Smith et al., US. Pat. No. 3,387,061 describes insoluble 
association complexes of carboxymethylcellulose and poly 
ethylene oxide made by loWering the pH to beloW 3.5 and 
preferably beloW 3.0, and then drying and baking the 
resulting precipitate. These membranes Were not designed 
for surgical use to alleviate adhesions. Such membranes are 
too insoluble, too stiff, and sWell to little to be ideal for 
preventing post-surgical adhesions. In addition, their exces 
sive acidity Would cause tissue in?ammation. 

Burns et al., US. Pat. No. 5,017,229 describes Water 
insoluble ?lms made of hyaluronic acid, carboxymethyl 
cellulose, and a chemical cross-linking agent. Because of the 
covalent cross-linking With a carbodiimide, these ?lms need 
extensive cleaning procedures to get rid of the excess 
cross-linking agent; and because they are made Without a 
plasticiZer, they are too stiff and brittle to be ideally suited 
for preventing adhesions—they do not readily conform to 
the shapes of tissues and organs of the body. 

Thus, there have been feW successful antiadhesion mem 
branes. D. Wiseman revieWs the state of the art of the ?eld 
in Polymers for the Prevention of Surgical Adhesions, In: 
Polymeric Site-speci?c Pharmacotherapy, A. J. Domb, Ed., 
Wiley & Sons, (1994). Acurrently available antiadhesion gel 
is made of ionically cross-linked hyaluronic acid. Huang et 
al., US. Pat. No. 5,532,221. Cross-linking is created by the 
inclusion of polyvalent cations, such as ferric, aluminum or 
chromium salts. Unfortunately, hyaluronic acid (either from 
natural sources or bioengineered) is quite expensive. 
Therefore, the prior art discloses no membranes ideally 
suited to the variety of surgical uses of the instant invention. 
Thus, there are several objects of the instant invention. 
A ?rst object is to provide compositions and methods 

Which reduce the incidence of adhesion formation during 
and after surgery. This includes the prevention of de novo 
adhesion formation in primary or secondary surgery. 
An additional object is to prevent reformation of adhe 

sions after a secondary procedure intended to eliminate the 
de novo adhesions Which had formed after a primary pro 
cedure. 

Another object is to provide an inexpensive antiadhesion 
membrane Which remains intact at the surgical site during 
the initial stages of critical Wound healing. 

Yet another object of the invention is to provide an 
antiadhesion membrane Which can hydrate quickly in a 
controlled fashion to form an intact hydrogel. 
An additional object of the invention is to provide an 

antiadhesion membrane Which is resorbable and completely 
eliminated from the body. 
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A further object of the invention is to provide an antiad 
hesion membrane Which has good handling characteristics 
during a surgical procedure, is conformable to a tissue, 
pliable, strong, and easy to mold to tissue surfaces, and 
possesses suf?cient bioadhesiveness to ensure secure place 
ment at the surgical site until the likelihood of adhesion 
formation is minimiZed. 

Yet another objective of the invention is to provide an 
antiadhesion membrane With desired properties With drugs 
incorporated into the membrane, so that the drug can be 
delivered locally over a period of time to the surgical site. 

To achieve these objectives, the instant invention involves 
carefully controlling the properties of antiadhesion mem 
branes by closely regulating the pH, amounts of carboxyl 
residues and polyether Within the carboxypolysaccharide/ 
polyether association complex, to closely control the degree 
of association betWeen the polymers. By carefully control 
ling the degree of intermolecular binding and amount of 
polyether, We can closely vary the physical properties of the 
membranes and therefore can optimiZe the antiadhesion, 
bioadhesive, bioresorptive, and antithrombogenic properties 
of the membranes to achieve the desired therapeutic results. 

Too much hydration can result in an irreversible transfor 
mation of the membrane to a “loose gel” Which Will not stay 
in place or Will disintegrate. In addition, too much sWelling 
can create too much hydrostatic pressure Which could 
adversely affect tissue and organ function. The membrane 
must be physiologically acceptable, be soft, have the desired 
degree of bioresorbability, have the desired degree of 
antithrombogenicity, and must be biologically inert. 

SUMMARY OF THE INVENTION 

One aspect of the invention is a composition made of an 
intermacromolecular association of a carboxypolysaccha 
ride (CPS) and optionally a polyether (PE) Which are useful 
for inhibiting post-surgical adhesions. Another aspect of the 
invention comprises methods of manufacturing complexes 
of CPS and PE Which exhibit desired physical and biological 
properties. 

Creation of complexes With desired properties is accom 
plished by varying the degree of bonding betWeen the 
polymers. This variation in properties is accomplished by 
varying the pH of the casting solution (hereafter referred to 
as “the membrane pH”), the molecular Weights of the 
polymers, the percentage composition of the polymer 
mixture, and/or the degree of substitution (d.s.) by carboxyl 
residues Within the CPS. Additional variation in membrane 
properties is accomplished by conditioning membranes after 
their initial manufacture. Multi-layered membranes are also 
an aspect of the invention, With different layers selected to 
exhibit different properties. 

Additionally, in accordance With some aspects of the 
invention, drugs can be included in the membranes to deliver 
pharmacological compounds directly to the tissues. 

The materials are biocompatible, and are cleared from the 
body Within a desired period of time, Which can be con 
trolled. The membranes are used to inhibit the formation of 
post-surgical adhesions. 

Unlike the prior art, anti-adhesion compositions can be 
made having desired properties. Furthermore, conditioning 
of anti-adhesion membranes after their manufacture results 
in unexpected properties, Which are advantageous for the use 
of the invention to alleviate post surgical adhesions. 

BRIEF DESCRIPTION OF THE FIGURES 

FIG. 1 is a schematic representation of a theory of 
formation of association complexes betWeen carboxy 

15 

25 

35 

45 

55 

65 

4 
polysaccharides and polyethers resulting from hydrogen 
bonding at different pHs. 

FIG. 2 shoWs the results of studies of pH titrations of the 
solutions made for casting CMC- and polyethylene oxide 
(PEO)-containing membranes. 

FIG. 3 shoWs the time course of hydration or sWelling of 
CMC/PEO membranes made from casting solutions at dif 
ferent pHs, from 2.0 to 4.31 at room temperature. 

FIG. 4 shoWs the hydration or sWelling of CMC/PEO 
membranes in phosphate buffered saline (PBS) solution With 
a pH of 7.4 at room temperature. 

FIG. 5 shoWs solubility in PBS of membranes of different 
composition and pH. 

FIG. 6 shoWs results of studies of the acidi?cation of PBS 
solutions by CMC/PEO membranes. 

FIG. 7 shoWs the effect of changing the molecular Weight 
of PEO on hydration or sWelling of CMC/PEO membranes 

DETAILED DESCRIPTION OF THE 
PREFERRED EMBODIMENT 

De?nitions 
Before describing the invention in detail, the folloWing 

terms are de?ned as used herein. 

The term “adhesion” means abnormal attachments 
betWeen tissues and organs that form after an in?ammatory 
stimulus such as surgical traum The terms “adhesion pre 
vention” and “anti-adhesion” means preventing or inhibiting 
the formation of post-surgical scar and ?brous bands 
betWeen traumatiZed tissues, and betWeen traumatiZed and 
nontraumatiZed tissues. 
The term “association complex” or “intermacromolecular 

complex” means the molecular netWork formed betWeen 
polymers containing CPS and/or PE. 

The term “bioadhesive” means being capable of adhering 
to living tissue. 
The term “bioresorbable” means being capable of being 

reabsorbed and eliminated from the body. 
The term “biocompatible” means being physiologically 

acceptable to a living tissue and organism. 
The term “carboxymethylcellulose” (“CMC”) means a 

polymer composed of repeating cellobiose units, further 
composed of tWo anhydroglucose units (B-glucopyranose 
residues), joined by 1,4 glucosidic linkages. The cellobiose 
units are variably carboxylated. 

The term “degree of substitution” (“d.s.”) means the 
average number of carboxyl residues present per mole of 
cellobiose. 
The term “discectomy” means a surgical operation 

Whereby a ruptured vertebral disc is removed. 
The term “endoscope” means a ?ber optic device for close 

observation of tissues Within the body, such as a laparoscope 
or arthroscope. 
The term “?brous tissue” means a scar or adhesions. 

The term “hyaluronic acid” (“HA”) means an anionic 
polysaccharide composed of repeat disaccharide units of 
N-acetylglucosamine and glucuronic acid. HA is a natural 
component of the extracellular matrix in connective tissue. 
The term “hydration” (also “sWelling”) means the process 

of taking up solvent by a polymer solution. 
The term “hydration ratio” (also “sWelling ratio”) means 

the Wet Weight of a hydrated membrane less the dry Weight 
divided by the dry Weight ><100%. 
The term “hydrogel” means a three-dimensional netWork 

of hydrophilic polymers in Which a large amount of Water is 
present. 
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The term “laminectomy” means a surgical procedure 
Wherein one or more vertebral lamina are removed. 

The term “laparoscope” means a small diameter scope 
inserted through a puncture Wound in the abdomen, used for 
visualization during minimally invasive surgical procedures. 

The term “membrane pH” means the pH of the casting 
solution from Which the membrane is made. 

The term “mesothelium” means the epithelium lining the 
pleural, pericardial and peritoneal cavities. 

The term “peritoneum” means the serous membrane lin 
ing the abdominal cavity and surrounding the viscera. 

The term “polyethylene oxide” means the non-ionic poly 
ether polymer composed of ethylene oxide monomers. 

The term “tissue ischemia” means deprivation of blood 
How to living tissues. 

DETAILED DESCRIPTION OF THE 
INVENTION 

The present invention is directed to a method of reducing 
the formation of adhesions during and folloWing surgery 
comprising the step of delivering to a Wound an implantable, 
bioresorbable association complex of carboxypolysaccha 
rides (CPS) and a polyether Complexes are generally 
made by mixing appropriate amounts and compositions of 
CPS and PE together in solution, then, optionally acidifying 
the solution to a desired pH to form an acidi?ed association 
complex, and then if desired, by pouring the solution into a 
suitable ?at surface and permitting the mixture to dry to 
form a membrane at either reduced (>0.01 Torr) or normal 
(about 760 Torr) atmospheric pressure. The association 
complex is placed betWeen tissues Which, during Wound 
healing, Would form adhesions betWeen them. The complex 
remains at the site for different periods of time, depending 
upon its composition, method of manufacture, and upon 
post-manufacture conditioning. When the tissues have sub 
stantially healed, the complex then degrades and/or dis 
solves and is cleared from the body. 
Membranes in accordance With the invention can be made 

With desired degrees of stiffness, different rates of 
bioresorbability, different degrees of bioadhesion, different 
degrees of anti-adhesion effectiveness and different degrees 
of antithrombogenic properties. 

Although the exact mechanism of association complex 
formation is not completely knoWn, one theory is that 
hydrogen bonding occurs betWeen the carboxyl residues of 
the polysaccharide and the ether oxygen atoms of the 
polyether. See Dieckman et al., Industrial and Engineering 
Chemistry 45(10):2287—2290 (1953). FIG. 1 illustrates this 
theory. The pH of the polymer solution from Which the 
membrane is cast (the “casting solution”) is carefully titrated 
to an acidic pH by means of a suitable acid. The initially 
neutral, anionic polysaccharide carboxyl groups are con 
verted into protonated, free carboxylic acid groups by the 
addition of the acid (eg hydrochloric acid) to the mixed 
polymer casting solution. The protonated carboxyl residues 
can subsequently bond electrostatically to the ether oxygen 
atoms of the polyether, thereby forming hydrogen bonds, a 
type of dipole-dipole interaction. 

Decreasing the pH of the casting solution increases the 
number of protonated carboxyl residues, Which increases the 
number of possible hydrogen bonds With the polyether. This 
strengthens the polymer netWork, and results in a stronger, 
more durable, less soluble and less bioresorbable membrane. 
On the other hand, if the casting solution is near neutral pH, 
the carboxyl groups on the carboxypolysaccharide are more 
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negatively charged and thus repel both each other and the 
ether oxygen atoms of the PE, resulting in a Weakly bonded 
gel With little or no structural integrity. 

For the purpose of illustration, three cases of such inter 
actions can be distinguished as shoWn in FIG. 1. The ?gure 
shoWs a schematic representation of the possible intermo 
lecular complexation in Which four carboxymethyl groups 
from a carboxypolysaccharide (CPS) chain are aligned 
opposite to four ether oxygen atoms of a polyether (PE) 
chain. FIG. 1a shoWs the situation Which Would exist at a pH 
of about 7. At neutral pH, the carboxyl residues are 
dissociated, so no hydrogen bonded complex is formed 
betWeen the ether oxygen atoms of the PE and the negatively 
charged carboxymethyl groups of CPS. FIG. 1b shoWs the 
situation Which Would exist at a pH of about 2. At loW pH, 
most of the carboxyl residues are protonated, so most are 
hydrogen-bonded to the ether oxygen atoms of the PE. FIG. 
1c shoWs the situation Which Would exist at a pH of 
approximately 3—5. At the pKa of the CPS of about 4.4, half 
of the carboxyl groups are protonated, and thus are hydrogen 
bonded to the corresponding ether oxygen atoms of the PE. 
Within this intermediate pH region, the degree of cross 
linking can be carefully adjusted according to the present 
invention (FIG. 2). 
Membranes made according to FIG. 1b are like those 

described by Smith et al. (1968). They lack the several key 
features of the ideal adhesion preventative membrane. The 
loW pH membranes hydrate poorly. Further, they are rough 
to the touch, non-pliable, and are poorly soluble. Because 
they are insoluble, they Would not be cleared from the body 
in a sufficiently short time period. Moreover, because of the 
high acidity of the casting solution, they deliver a relatively 
larger amount of acid to the tissue compared to more neutral 
pH membranes. Physiological mechanisms may have diffi 
culty in neutraliZing this acid load before tissue damage 
occurs. Thus, they are have poor biocompatability. 

In contrast to the prior art membranes described above, 
the present invention teaches adhesion preventative mem 
branes as schematically depicted in FIG. 1c. These mem 
branes are made in an intermediate pH range, typically 
betWeen approximately 3 and 5, so that the amount of 
cross-linking is neither too great, Which Would result in 
complexes Which Would not dissolve rapidly enough, nor 
too little, Which Would result in a complex Which Would 
disintegrate too rapidly. Furthermore, varying the pH of the 
casting solutions varies the Theological properties of the 
solution (Table 1), and varies the physical properties of the 
membranes made from those solutions (Table 2). 
The above mechanism for formation of association com 

plexes is not necessary to the invention. The results of our 
studies With CPS and PE describe the invention fully, 
Without reliance upon any particular theory of the associa 
tion betWeen the components. 

Manufacturing membranes from CPS/PE casting solu 
tions requires only that the solution of CPS and PE can be 
handled easily. Dilute solutions (up to about 10% Weight/ 
volume) of CPS are easy to handle, and solutions of about 
2% CPS are easier to handle. Solutions of PEO up to about 
20% (Weight/volume) are possible to make and handle, and 
solutions of about 1% by Weight are easy to handle. 
The carboxypolysaccharide may be of any biocompatible 

sort, including but not limited to carboxymethyl cellulose 
(CMC), carboxyethyl cellulose, chitin, hyaluronic acid, 
starch, glycogen, alginate, pectin, carboxymethyl dextran, 
carboxymethyl chitosan, and glycosaminoglycans such as 
heparin, heparin sulfate, and chondroitin sulfate. Preferably, 
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carboxymethyl cellulose or carboxyethyl cellulose is used. 
More preferably, carboxymethyl cellulose (CMC) is used. 
The molecular Weight of the carboxypolysaccharide can 
vary from 100 kd to 10,000 kd. CPS in the range of from 600 
kd to 1000 kd Work Well, and CPS of 700 kd Works Well, and 
is easily obtained commercially. 

Similarly, the polyether used is not crucial. The preferred 
polyether of the present invention is polyethylene oxide 
(PEO). Whereas CMC sodium by itself has been used as an 
antiadhesion barrier in a gel formulation, CMC/PEO mem 
branes have some unique properties useful for adhesion 
prevention. 

Membranes made of CMC and PEO together are more 
?exible than membranes made of CMC alone, Which are 
hard and stiff. The membranes may accordingly be manipu 
lated during surgery to conform closely to the shape needed 
for close adherence to a variety of tissues. Further, the 
inclusion of PEO in the complex confers antithrombogenic 
properties Which help prevent adhesions by decreasing the 
adherence of blood proteins and platelets to the membrane 
(Amiji, Biomaterials, 16:593—599 (1995); Merill, E. W., 
PEG and Blood Contact in Polyethylene Glycol Chemistry 
Biotechnical and Biomedical Applications, Harris J. M. (ed), 
Plenum Press, NY, 1992; Chaikof et al., A. I. Ch.E. Journal 
36(7):994—1002 (1990)). PEO-containing membranes 
impair the access of ?brin clots to tissue surfaces, even more 
so than a membrane containing CMC alone. Increasing 
?exibility of CMC/PEO membranes Without compromising 
the tensile strength or ?exibility improves the handling 
characteristics of the membrane during surgery. The molecu 
lar Weight range of the polyether as used in this invention 
can vary from 5 kd to 8000 kd. Polyether in the range from 
100 kd to 5000 kd Work Well and are readily available 
commercially. 

Varying the ratio of the polysaccharide and polyether 
alters viscoelastic properties of the solutions (Tables 4, 5), 
and produces different degrees of adhesion prevention and 
antithrombogenic effects. Increasing the percentage of CPS 
increases the bioadhesiveness, but reduces the antithrombo 
genic effect. On the other hand, increasing the percentage of 
PE increases the antithrombogenic effect but decreases 
bioadhesiveness. The percentage of carboxypolysaccharide 
to polyether may be from 10% to 100% by Weight, prefer 
ably betWeen 50% and 90%, and most preferably should be 
90% to 95%. Conversely, the percentage of polyether may 
be from 0% to 90%, preferably from 5% to 50%, and most 
preferably should be approximately 5% to 10%. 

The tightness of the association and thus the physical 
properties of the association complex betWeen the CPS and 
PE may be closely regulated. Decreasing the pH of the 
association complex increases the amount of hydrogen 
cross-linking. Similarly, increasing the degree of substitu 
tion of the carboxypolysaccharide in the membrane 
increases cross-linking Within the association complex at 
any given pH, and thereby decreases the solubility and 
therefore the bioresorbability of the complex. Membranes 
made from loW pH polymer solutions are generally harder 
and stiffer, dissolve more sloWly, and therefore have longer 
residence times in tissues than do membranes made from 
solutions With higher pH or of hydrogels. LoW pH polymer 
membranes are generally useful in situations Where the 
period of adhesion formation may be long, or in tissues 
Which heal sloWly. Such situations may occur in recovery 
from surgery to ligaments and tendons, tissues Which char 
acteristically heal sloWly. Thus, a long-lasting membrane 
could minimiZe the formation of adhesions betWeen those 
tissues. HoWever, loW pH membranes are rough to the touch, 
crack easily When folded, and tend to shatter easily. 
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In contrast, membranes made from solutions With higher 

pH are more ?exible and easier to use than membranes made 
from solutions With loWer pH. They are more bioadhesive 
and biodegrade more rapidly than membranes made at loWer 
pH, and are therefore more useful Where the period of 
adhesion formation is short. These membranes feel smooth, 
and are pliable, and are capable of being folded Without as 
much cracking or shattering compared to membranes made 
from solutions With loW pH. 
The pH of the association complex of the present inven 

tion may be betWeen 1 and 7, preferably betWeen 2 and 7, 
more preferably betWeen 3 and 7, even more preferably 
betWeen 3.5 and 6.0. For certain uses, a pH of about 4.1 is 
preferred, Where there is a desirable balance betWeen the 
bioadhesiveness, antiadhesion properties, the rates of biore 
sorbability and the biocompatability for most of the uses 
contemplated in the present invention. 

Bioadhesiveness is de?ned as the attachment of macro 
molecules to biological tissue. Bioadhesiveness is important 
in preventing surgical adhesions because the potential bar 
rier must not slip aWay from the surgical site after being 
placed there. Both CMC and PEO individually are bioad 
hesive (e.g., see Bottenberg et al., J. Pharm. Pharma 
col.43:457—464 (1991)). Like other polymers Which are 
knoWn to sWell When exposed to Water, CMC/PEO mem 
branes are also bioadhesive. 

Hydration contributes to bioadhesiveness of membranes 
(Gurney et al, Biomaterials 5:336—340 (1984); Chen et al., 
Compositions Producing Adhesion Through Hydration, In: 
Adhesion in Biological Systems, R. S. Manly Acad. 
Press NY. (1970), Chapter 10). A possible reason for this 
phenomenon is that With increased hydration, more charges 
on the CMC become exposed, and therefore may be made 
available to bind to tissue proteins. HoWever, excessive 
hydration is detrimental to bioadhesion. Thus, a means of 
controlling the bioadhesiveness of membranes is to control 
their hydration properties. 
The membranes of the present invention rapidly hydrate 

in PBS solution (FIG. 3). This behavior mimics that of 
membranes placed on moist tissues during surgery. The 
hydration of the membranes increases both the thickness of 
the barrier and its ?exibility, thus permitting it to conform to 
the shape of the tissues to be separated during the period 
during Which adhesions could form. The preferred hydration 
ratios (% increase in mass due to Water absorption) for 
optimum adhesion prevention are 500%—4000%, more pre 
ferred ratios are betWeen 700%-—3000%, and the most 
preferred hydration ratio for alleviating adhesions is 
approximately 2000% (FIG. 4). 

In addition to decreasing the pH of the association 
complex, increased intermacromolecular association is 
achieved using CPSs With increased degree of carboxyl 
substitution. By increasing the density of protonatable car 
boxyl residues on the CPS, there is increasing likelihood of 
hydrogen bond formation even at a relatively high pH. The 
degree of substitution must be greater than 0, i.e., there must 
be some carboxyl residues available for hydrogen bond 
formation. HoWever, the upper limit is theoretically 3 for 
cellulose derivatives, Wherein for each mole of the 
saccharide, 3 moles of carboxyl residues may exist. Thus, in 
the broadest application of the invention, the ds is greater 
than 0 and up to and including 3. Preferably, the ds is 
betWeen 0.3 and 2. CPS With d.s. betWeen 0.5 and 1.7 Work 
Well, and CPSs With a d.s. of about 0.65—1.45 Work Well and 
are commercially available. 
The complexes of the instant invention are intended to 

have a ?nite residence time in the body. Once placed at a 
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surgical site, the dried membranes hydrate rapidly, turning 
into a gel-like sheet and are designed to serve as a barrier for 
a limited time period. Once healing has substantially taken 
place, the anti-adhesion barrier naturally disintegrates, and 
the components are cleared from the body. The time taken to 
clear the body should preferably be no more than 29 days 
because of increased regulation by the Food and Drug 
Administration of devices intended to remain Within the 
body for more than 30 days. 

The mechanisms for bioresorption of CMC/PEO com 
plexes are not Well understood. HoWever, an early step in the 
process of bioresorption is solubiliZation of the netWork of 
CMC and PEO. Thus, increasing the solubility of the com 
plex increases the ease of clearing the components from the 
tissue (FIG. 5). When soluble, CMC and PEO can diffuse 
into the circulation and be carried to the liver and kidneys, 
Where they may be metaboliZed or otherWise eliminated 
from the body. Additionally, enZymatic action can degrade 
carbohydrates. It is possible that enZymes contained in 
neutrophils and other in?ammatory cells may degrade the 
polymer netWorks and thereby increase the rate of elimina 
tion of the components from the body. 

The degradation and rate of solubiliZation and disruption 
of the membrane is manipulated by careful adjustment of the 
pH during formation of the association-complexes, by vary 
ing the CPS/PE ratio, and by selecting the appropriate 
degree of substitution of the CPS and molecular Weights of 
the PE and CPS. Decreasing the molecular Weight of CPS 
increases its solubility. (Kulicke et al., Polymer 37(13) 
:2723—2731 (1996). The strength of the membrane can be 
tailored to the surgical application. For example, certain 
surgical applications (e.g., spine or tendon) may require a 
stronger, more durable membrane than others (such as 
intraperitoneal applications). Manipulation of the above 
mentioned experimental variables alloWs the manufacture 
and use of products With variable residence times in the 
body. 

Biocompatability of the complex of the present invention 
is a function of its acidity. A highly acidic complex contrib 
utes a relatively larger total acid load to a tissue than does 
a more neutral complex. Additionally, the more rapidly 
hydrogen ions dissociate from a complex, the more rapidly 
physiological mechanisms must compensate for the acid 
load by buffering, dilution and other clearance mechanisms. 
To mimic the rate and total amount of acid given up by a 
membrane in vivo, membranes are placed in PBS solutions 
and the degree of acidi?cation of the PBS is measured. In 
addition to membrane pH, membrane composition also 
in?uences the acid load delivered to the body. FIG. 6 and 
Tables 3 and 6 shoW the results of studies designed to mimic 
the delivery of acid by membranes to tissues. 

After their manufacture, membranes may be modi?ed to 
suit the particular needs of the user. For example, relatively 
bioresorbable membranes may be made more insoluble by 
treating them With solutions containing an acid, exempli?ed, 
but not limited to hydrochloric, sulfuric, phosphoric, acetic, 
or nitric acid, the “acidic” method. 

Conversely, a relatively non-resorbable acidic membrane 
may be made more bioresorbable and bioadhesive by con 
ditioning it With alkali such as ammonia (the “alkaline” 
method), or With a buffered solutions such as phosphate 
buffer (PB) or phosphate buffered saline (PBS; the “buffer” 
methods). A 10 mM solution of PBS at a pH of 7.4 is 
preferred, due to the biocompatability of phosphate buffers. 
Moreover, the pH of a membrane may be buffered Without 
eliminating the advantages of membranes made at loWer pH. 
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Thus, an originally acid membrane Will hydrate sloWly and 
have a relatively long residence time even if its pH is raised 
by alkali or buffer treatment. 

Table 7 shoWs the effects of ammonia treatment on 
properties of CMC/PEO membranes. A highly acidic origi 
nal membrane (pH 2.03) acidi?ed a PBS buffer solution 
originally at a pH of 7.40 by loWering its pH to 4.33. After 
soaking this membrane in PBS solution, it hydrated to over 
2.5 times its original dry Weight and after 4 days in PBS, this 
membrane lost approximately 29% of its original mass. In an 
identical membrane, incubation for 1 min in a 0.5N ammo 
nia solution substantially neutraliZed the membrane so that 
it released feW hydrogen ions into the buffer solution, and 
the pH of the PBS solution remained nearly neutral (pH 
7.29). 

Table 8 shoWs the effects of phosphate-buffer treatment on 
properties of CMC/PEO membranes. Membranes treated 
With 50 mM phosphate buffer solution for progressively 
longer time periods had increasingly neutral pH as judged by 
their decreased release of acid into a PBS solution. Similarly, 
PBS (10 mM phosphate buffer) neutraliZed the acid in 
membranes (Table 9). Therefore, membranes can be made 
Which are physiologically compatible With tissues, yet 
because they are made at an acidic original pH Which creates 
an association complex, the membranes retain the desired 
properties of the original complex. 

Additionally, multi-layered membranes may be made, for 
example, to incorporate a loW pH inner membrane, sur 
rounded by an outer membrane made With a higher pH. This 
composition permits the introduction of a membrane With 
long-term stability and loW rate of bioresorbability of the 
inner membrane While minimiZing adverse effects of loW pH 
membranes, such as tissue damage and the stimulation of 
in?ammatory responses. Moreover, the high pH outer por 
tion is more bioadhesive than loW pH membranes, ensuring 
that such a membrane remains at the site more securely. 

Multilayered membranes may also be made Which include 
as one layer, a pure CPS or PE membrane. Such a membrane 

could have the ?exibility, antiadhesion, and solubility prop 
erties of the side Which is a mixture of CPS and PE, and have 
the property of the pure material on the other. For example, 
bioadhesiveness is a property of CPS, and a pure CPS side 
Would have the highest degree of bioadhesiveness. 
Alternatively, a pure PE membrane Would have the most 
highly antithrombogenic properties. Thus, a membrane can 
be made Which incorporates the desired properties of each 
component. 
Membranes can be made Which incorporate drugs to be 

delivered to the surgical site. Incorporation of drugs into 
membranes is described in Schiraldi et al., US. Pat. No. 
4,713,243. The incorporation may be at either the manufac 
turing stage or added later during membrane conditioning 
prior to insertion. Drugs Which may inhibit adhesion for 
mation include antithrombogenic agents such as heparin or 
tissue plasminogen activator, drugs Which are anti 
in?ammatory, such as aspirin, ibuprofen, ketoprofen, or 
other, nonsteroidal anti-in?ammatory drugs. Furthermore, 
hormones, chemotactic factors, analgesics or anesthetics 
may be added to the membrane, either during manufacture 
or during conditioning. Any drug or other agent Which is 
compatible With the membrane components and membrane 
manufacture may be used With the present invention. 
The types of surgery in Which the compositions of the 

instant invention may be used is not limited. Examples of 
surgical procedures include abdominal, ophthalmic, 
orthopedic, gastrointestinal, thoracic, cranial, 
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cardiovascular, gynecological, arthroscopic, urological, 
plastic, or musculoskeletal. 

Between 67% and 93% of all laparotomies and lap 
aroscopies result in adhesion formation. Speci?c abdominal 
procedures include surgeries of the intestines, appendix, 
cholecystectomy, hernial repair, lysis of peritoneal 
adhesions, kidney, bladder, urethra, and prostate. 

Gynecological procedures include surgeries to treat infer 
tility due to bilateral tubal disease With adhesion attached to 
ovaries, fallopian tubes and ?mbriae. Such surgeries includ 
ing salingostomy, salpingolysis and ovariolysis, Moreover, 
gynecological surgeries include removal of endometriosis, 
preventing de-novo adhesion formation, treatment of ectopic 
pregnancy, myomectomy of uterus or fundus, and hysterec 
tomy. 

Musculoskeletal surgeries include lumbar laminectomy, 
lumbar discectomy, ?exor tendon surgery, spinal fusion and 
joint replacement or repair. 

Thoracic surgeries Which involve sternectomy can be 
haZardous after primary surgery because of adhesion for 
mation betWeen the heart or aorta and sternum. Thoracic 
surgeries include bypass anastomosis, and heart valve 
replacement. 

Because many cranial surgical procedures require more 
than one procedure, adhesions involving the skull, dura and 
cortex can complicate the secondary procedures. 

Ocular surgical uses include strabismus surgery, glau 
coma ?ltering surgery, and lacrimal drainage system proce 
dures. 

General Methods For Testing And Evaluating Antiadhe 
sion Membranes 

Hydration Ratio of Membranes 
To determine the rate of hydration and the hydration ratio 

of membranes, pieces of dry membranes, preferably 160 mg, 
Were placed singly in a glass vial and 20 ml phosphate 
buffered saline solution (PBS, 10 mM, pH 7.4, Sigma 
Chemical Company, St. Louis, Mo.) Was added. The mem 
branes hydrate, creating soft sheets of hydrogel. After a 
certain time period (typically 1 hr to 5 days), each of the 
hydrated membranes Was carefully removed from the test 
vial and placed in a polystyrene petri dish. Excess Water Was 
removed using a disposable pipette and by blotting the 
membrane With tissue paper. Each membrane Was then 
Weighed and the hydration ratio (% H) Was determined 
according to the folloWing formula: 

(Wet mass-dry mass) 
% H : X 100%. 

dry mass 

Solubility of CPS/PE Membranes 
To determine the solubility of CPS/PE membranes, We 

measured the relative solubility in Water and the aqueous 
stability of the membranes as a function of their chemical 
compositions. Membrane solubility in Water correlates With 
the resorption time of the membranes in-vivo. 

Typically, the test is performed in conjunction With the 
hydration measurements outlined above. HoWever, the 
membranes take up salt during the hydration test due to 
exposure to PBS. This added salt results in an artifactually 
high dry Weight. Therefore, after determining the hydration 
ratio, We soaked the membranes in deioniZed Water (30 ml 
for 30 min.) to remove the salt incorporated in the polymer 
netWork. The Water Was decanted and a fresh 30 ml aliquot 
of deioniZed Water Was added. The membranes Were alloWed 
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to soak for another 30 min., Were taken out of the petri 
dishes, Were blotted dry and Were placed in a gravity 
convection oven at 50° C. to dry. 

The drying time Was dependent on the amount of Water 
absorbed by the membrane. Highly hydrated, gel-like mem 
branes took up to 24 hours to dry Whereas partially hydrated 
membranes took as little as a feW hours to dry. After the 
membranes lost the excess Water, the membranes Were 
alloWed to equilibrate at room temperature for 1—2 hours 
before Weighing them. The Weight measurements Were 
repeated until a constant Weight Was obtained. Typically, 
some rehydration of the membrane took place during this 
period due to adsorption of moisture from the air. 

After the desaliniZation process described above, the 
membranes Were placed in petri dishes containing 30 ml 
deioniZed Water to hydrate for periods of from 20 minutes to 
5 days. Preliminary studies shoWed that membranes at pH 
Within the range of 6 and beloW did not disintegrate during 
the 1 hr desaliniZation period. 
The solubility (S) of membranes Was calculated using the 

folloWing formula: 

(dry mass before soaking — dry mass after soaking) 

dry mass before PBS soaking 

The dry mass before soaking is the mass after desaliniZation, 
and the dry mass after soaking is the mass after the hydration 
period in Water. 

Determination of Acid Load Delivered by Membranes 
This test Was performed in conjunction With the hydration 

and solubility tests described above. The test gives an 
indication of the acid load Which the membrane could 
deliver to a tissue When placed implanted in an animal or 
human subject. After manufacture, the membranes Were 
placed in a PBS solution, the complex released protons in a 
time-dependent Way resulting in a measurable decrease in 
pH of the PBS solution. 

The acid load test Was performed using a Model 40 pH 
meter (Beckman Instruments, Fullerton, Calif.). 160 mg of 
dry membrane Was placed in a glass vial and 20 ml PBS Was 
added. The initial pH of the PBS solution Was 7.40; the pH 
of this solution Was gradually decreased as the polymers in 
the membrane partly dissolved thereby exposing more pro 
tonated carboxylic residues. In highly hydrated membranes 
(pH 4—7) this process Was accelerated as the polymer chains 
Were pulled apart by the hydrostatic forces generated during 
the hydrating process. 

EXAMPLES 

In the folloWing examples, carboxypolysaccharide/ 
polyether membranes are described for CMC as an exem 
plary carboxypolysaccharide, and PEO is the exemplary 
polyether. It is understood that association complexes of 
other carboxypolysaccharides and polyethers can be made 
and used in the same Ways. Thus, the invention is not limited 
to these Examples, but can be practiced in any equivalent 
fashion Without departing from the invention. 
Example 1: Neutral CMC/PEO Membranes 
Type 7HF PH (MW approximately 700 kd; lot FP 10 

12404) carboxymethylcellulose sodium (CMC) Was 
obtained from the Aqualon Division of Hercules 
(Wilmington, Del.). PEO With a MW of approximately 900 
kd Was obtained from Union Carbide (Polyox WSR-1105 
NF, lot D 061, Danbury Conn.); PEO With a MW of 
approximately 1000 kd Was obtained from RITA Corpora 
tion (PEO-3, lot 0360401, Woodstock, Ill.). 
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A membrane With a composition of 65% CMC and 35% 
PEO Was made as follows: 6.5 g of CMC and 3.5 g of PEO 
Was dry blended in a Weighing dish. A Model 850 laboratory 
mixer (ArroW Engineering, Pa.) Was used to stir 500 ml of 
deioniZed Water into a vortex at approximately 750 RPM. 
The dry blend of CMC and PEO Was gradually dispersed to 
the stirred Water over a time period of 2 min. As the viscosity 
of the polymer solution increased as the polymers dissolved, 
the stirring rate Was gradually decreased. After approxi 
mately 15 min., the stirring rate Was set at betWeen 60—120 
RPM and the stirring Was continued for approximately 5 h 
to obtain a homogeneous solution containing 2% total 
polymer concentration (Wt/Wt) Without any visible clumps. 

Instead of pre-blending the CMC and PEO, an alternative 
Way of formulating the casting solution for the membranes 
is to individually dissolve the polymers. The anionic 
polymer, CMC, can be then acidi?ed by adding the appro 
priate amount of HCl. For example, a 500 ml batch of 2% 
CMC made by dissolving 10.0 g of CMC 7HF in 500 ml 
deioniZed Water Was acidi?ed to a pH of 2.6 by adding 2700 
pl concentrated HCl (“solution A”). Separately, a batch of 
2% PEO Was made (W/v 900,000 MW, “solution B”). 
Solutions A and B are then thoroughly mixed in a speci?c 
ratio using the laboratory stirrer of Example 1 at 60 RPM. 
The total polymer concentration Was kept at 2% (W/v), as in 
Examples 1—2. 
Membranes Were cast from solutions by pouring 20 g of 

solution into 100><15 mm circular polystyrene petri dishes 
(Fisher Scienti?c, Santa Clara, Calif. The petri dishes Were 
placed in a laboratory gravity convection oven set at 
40°—45° C., and Were alloWed to dry overnight at about 760 
Torr. The resulting membranes Were carefully removed from 
the polystyrene surface by using an Exacto knife. 

For larger membranes, 243><243><18 mm polystyrene 
dishes (Fisher Scienti?c) Were used. Using the same Weight 
to surface area ratio as for the circular membranes (in this 
case, 220 g of casting solution Was used), resulted in a 
membrane Which had a dry Weight of approximately 4.5 g. 
The membrane appeared homogeneous, smooth, and pliable. 
Placing 160 mg of this membrane in 20 ml of a PBS solution 
(pH 7.4) did not change the pH of the solution. The dry 
tensile strength and % elongation at break Were slightly 
higher than corresponding membranes Which Were made 
from an acidi?ed casting solution (Table 2). When placed in 
deioniZed Water or PBS, the membrane exhibited excessive 
sWelling and lost its sheet structure rapidly (Within 10 min.) 
to form a gel-like substance Which eventually homoge 
neously dispersed into a polymer solution. 

Example 2: Moderately Acidi?ed CMC/PEO Membranes 
and Hydrogels 

The procedure for making acidi?ed membranes in the 
intermediate pH region (2.5<pH<7) initially folloWs the 
procedure outlined in Example 1. The neutral blended 
polymer solution containing the polymers speci?ed in 
Example 1 is acidi?ed by adding concentrated hydrochloric 
acid (HCl, 37.9%, Fisher Scienti?c, Santa Clara, Calif.) 
While stirring the polymer solution at 60—120 RPM for 1 
hour. Initially, a White precipitate forms in the solution; the 
precipitate gradually disappears and a stable solution is 
formed. Typically, a 2% total polymer concentration Was 
found useful to achieve the desired viscosity for stable 
casting solutions. Higher polymer concentrations resulted in 
polymer solutions Which Were too viscous and too dif?cult 
to pour. LoWer polymer concentrations required more cast 
ing solution for the same membrane Weight Which greatly 
increased drying time for equivalent membranes. In the 500 
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ml 65% CMC/35% PEO polymer blend of Example 1, 1500 
pl of concentrated HCl is needed to achieve a pH of 3.1 in 
the casting solution. The viscosity of the starting polymer 
solution dropped by at least 50% by this acidi?cation 
process. 

The titration curves for various polymer blends (as Well as 
100% CMC and 100% PEO) are shoWn in FIG. 2. FIG. 2 
shoWs the amount of HCl needed to make casting solutions 
of desired pHs depending upon the composition of the 
CMC/PEO mixture. Membranes made of 100% CMC (I) 
require more acid than do other compositions to become 
acidi?ed to the same degree. Increasing the concentration of 
PEO (decreasing the concentration of CMC) decreases the 
amount of acid necessary to acidify a casting solution to a 
desired point. Increasing the PEO concentration to 20% has 
a small effect, regardless of Whether the molecular Weight of 
the PEO is 200k (C) or 1000 kd Increasing the PEO 
concentration to 40%(+) or to 100% (El) further decreases 
the amount of acid needed to achieve a desired casting 
solution pH. 

Viscosity of Hydrogels 
Because the antiadhesion properties of a hydrogel are 

dependent upon its viscosity, We determined the relationship 
betWeen casting solution pH and the viscosity of the hydro 
gel. We determined the viscosity of PCS/PE solutions at 22° 
C. using a Brook?eldTM viscometer. Using methods pub 
lished in the brochure Cellulose Gum, Hercules, Inc., 
Wilmington, Del., (1986), page 28. Brie?y, the composition 
of the solution to be tested is selected, and by referring to 
Table XI on page 29 of Cellulose Gum, the spindle number 
and spindle revolution speed is selected. Viscosity measure 
ments are made Within 2 hr after stirring the solution. After 
placing the spindle in contact With the solution, and permit 
ting the spindle to rotate for 3 minutes, the viscosity mea 
surement is read directly in centipoise on a Brook?eld 
Digital Viscometer (Model DV-II). We studied 65% CMC/ 
35% PEO solutions made With 7HF PH CMC and 1000 kd 
PEO (RITA) at a pH of 7.5. Another 65% CMC/35% PEO 
solution Was made at a pH of 3.1 

TABLE 1 

Effect of Casting Solution pH On Hvdrogel Viscosity 

Viscosity @ pH 7.5, Viscosity @ pH 3.1, 
RPM 220 C. (centipoise) 220 C. (centipoise) 

0.5 38,000 13,000 
1.0 31,000 12,000 
2.0 23,200 10,400 
5.0 19,400 8,800 

10 15,500 7,300 

Table 1 shoWs the change in viscosity due to acidi?ciation 
of casting solutions. Reducing the pH from 7.5 to 3.1 
decreased the viscosity of the casting solution by more than 
half. Because the viscosity of a hydrogel is related to its 
ability to prevent adhesions, possibly due to its ability to 
remain in one site for a longer time period, gels of higher pH 
have greater anti-adhesion properties. Further, it is also 
possible to characteriZe casting solutions by their viscosity 
as Well as their pH. Thus, for situations in Which the 
measurement of pH is not be as easy or reliable, measure 
ments of viscosity are preferred. To make membranes, the 
acidi?ed casting solutions containing the Weakly H-bonded 
intermolecular PEO-CMC complex Were next poured into 
polystyrene dishes and dried out in a similar Way as 
described in Example 1. After drying, physical properties 
Were determined. 
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Physical Properties of CMC/PEO Membranes 
Tensile strength and elongation of membranes are mea 

sured for pieces of membrane in the shape of a “dog bone,” 
With a narroW point being 12.7 mm in Width. The mem 
branes are then mounted in an InstronTM tester equipped With 
a one ton load cell. The crosshead speed is set at 5.0 mm/ 
min. We measured membrane thickness, tensile strength, 
and elasticity (% elongation of the membrane at the break 
point). Results are reported for those samples that had failure 
in the desired test region. Those samples that either failed at 
the radius of the sample or in the grips Were considered 
improper tests and results of those tests Were discarded. 

TABLE 2 

Physical Properties of CMC/PEO Membranes 

Tensile % Elongation 
Membrane Thickness Strength at Break 
Composition (mm) (psi) Point 

65% CMC/35% 0.081 6017 4.17 
PEO (1000 kd), 0.076 5527 4.47 
pH 3.1 0.076 5956 5.07 
65% CMC/35% 0.071 10,568 6.69 
PEO (1000 kd), 0.069 10,638 6.61 
pH 7.5 
80% CMC/20% 0.084 3763 3.20 
PEO (5000 kd), 
pH 3.1 

The membranes are all less than 0.1 mm thick. Decreasing 
the pH of the membrane from neutral decreases the tensile 
strength, and decreases the elasticity (% elongation) at the 
break point. Similarly, decreasing the PEO concentration 
decreases the tensile strength and elasticity of the mem 
branes. 

Hydration of CMC/PEO Membranes in PBS 
To evaluate the bioadhesive properties of membranes, We 

determined the rate and eXtent of hydration properties of 
CMC/PEO membranes according to the methods described 
above. 

FIG. 3 shoWs the time course of hydration of CMC/PEO 
membranes of the present invention. A membrane made of 
80% CMC/20% PEO (m.W. 900 kd) at a pH of 4.31 rapidly 
hydrated After 2 h in PBS, its hydration ratio (Wet 
Wt.-dry Wt)/dry Wt; % sWelling) increased to more than 
6000%. After 5 h in PBS, this membrane’s hydration ratio 
Was nearly 8000%. This highly hydrated membrane lost its 
cohesiveness and substantially disintegrated thereafter. 
Reducing the membrane pH to 3.83 and beloW resulted in 
membranes Which hydrated nearly to their equilibrium 
points Within 2 hrs. and maintained their degree of hydration 
and cohesiveness for at least 40 hrs. The degree of hydration 
Was dependent upon the membrane pH With the least acidic 
membranes being capable of sWelling to a higher degree. At 
a pH of 3.83 (A), the membrane had a hydration ratio of 
nearly 6000%, Whereas at a pH of 2.0 (III), the hydration 
ratio Was less than 300%. Within the range of pH from 3.2 
to 4.3, the degree of hydration is very sensitive to the pH. 

FIG. 4 shoWs a summary of another study of the effect of 
membrane composition and pH on the hydration of CMC/ 
PEO membranes. Hydration Was measured after at least 6 
hrs in PBS, a time after Which the degree of hydration had 
nearly reached equilibrium for each membrane (see FIG. 3). 
For each of the compositions studied, increasing the mem 
brane pH increased the hydration of the membrane. Mem 
branes of 100% CMC (I) increased their hydration ratios 
from approximately 100% at a membrane pH of 1.7 to over 
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1300% at a membrane pH of 3.4. For membranes made of 
80% CMC/20% PEO, the molecular Weight of the PEO had 
a slight effect on hydration. Membranes made With 900 kd 
PEO (A), hydrated slightly more at a given pH than mem 
branes made With 200 kd PEO Furthermore, mem 
branes made With CMC of a higher degree of substition 
(d.s.=1.2; G9) hydrated similarly to those of 100 % CMC 
With a degree of substitution of 0.84 Finally, mem 
branes that Were made With 50% CMC/50% PEO (900 kd) 
hydrated less than any of the other membranes, eXcept at loW 
membrane pH (<2.5). 

Solubility of CMC/PEO Membranes 
Because the biodegradation of CPS/PE polymers is 

related to solubility, We measured the solubility of mem 
branes after at least 4 days in PBS according to methods 
described above. FIG. 5 shoWs the effects of membrane pH 
and composition on the solubility of membranes in PBS 
solution. Membranes Were made of different CMC/PEO 
compositions and at different membrane pHs. For all 
membranes, as the membrane pH increased, the solubility in 
PBS increased. Membranes of 100% CMC (I) Were the 
least soluble. Membranes containing PEO Were more 
soluble, With membranes made of 900 kd PEO (A) being 
less soluble than membranes of 200 kd PEO Further 
increasing the percentage of PEO to 50% (+) further 
increased membrane solubility. Decreasing the molecular 
Weight of the CMC (7MF; *) increased the solubility. 
Additionally, increasing the degree of substitution of the 
CMC from 0.84 to 1.12 (69) resulted in even more soluble 
membranes. Also, With the higher degree of substitution, 
there Was a larger effect of pH on membrane solubility. For 
the other membranes, the effect of increasing pH appeared to 
be of similar magnitude regardless of the composition of the 
membrane. Thus, the slopes of the lines Were similar. These 
results indicate that regardless of membrane composition, 
the solubility of membranes can be increased by increasing 
the membrane pH. Moreover, because bioresorption requires 
solubiliZation, more highly soluble membranes Will be 
cleared from the body more rapidly than less soluble mem 
branes. 

Biocompatability Of CMC/PEO Membranes 
Because biocompatability is related to the acid load 

delivered to a tissue, We determined the acid load delivered 
by CMC/PEO membranes to a PBS solution as described 
above as a suitable in-vitro model. We ?rst determined the 
time course of acidi?cation of PBS solutions exposed to 
different compositions of CMC/PEO membranes. 

TABLE 3 

Time Course Of Acidi?cation Of PBS Bv CMC/PEO Membranes 

Time in PBS Solution (hr) 

Casting 45h PBS 
Membrane Solution pH 
Composition pH 1 3.5 21 45 Change 

80% CMC/ 1.85 6.26 5.62 4.78 4.64 2.76 
20% PEO 3.17 6.53 5.71 5.61 5.65 1.75 

(900 kd) 
50% CMC/ 1.77 6.60 6.12 5.62 5.42 1.98 
50% PEO 2.71 6.47 6.13 6.01 5.98 1.42 

(900 kd) 
80% CMC/ 1.82 3.71 3.39 3.52 3.45 3.95 
20% PEO 

(8 kd) 

Table 3 shoWs the kinetics of acidi?cation of a PBS 
solution by CMC/PEO membranes of the instant invention. 
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When added to a PBS solution, membranes released acid 
into the solution, thereby lowering the solution pH. This 
process occured sloWly, With a reduction in solution pH of 
approximately 1 pH unit in the ?rst hour for membranes 
including those combining high molecular Weight PEO. This 
is true for membranes cast from loW pH polymer solutions 
as Well as those cast from higher pH polymer solutions. The 
remaining reduction in pH occurred over the next 20 hrs, at 
Which time the solution pH remained approximately con 
stant. By 45 hrs in the PBS solution, the pHs have decreased 
to beloW 6.0. 

Additionally, as the molecular Weight of the PEO 
decreased, the solution pH decreased more rapidly and to a 
higher degree than membranes made of high molecular 
Weight PEO. This ?nding might be due to an ability of 
higher molecular Weight PEOs to shield the acidic carboxyl 
residues of the CMC, thereby decreasing the dissociation of 
carboxyl hydrogen ions. 

These results suggest that high molecular Weight PEO 
acts to sloW the delivery of acid to tissues, and thus, protects 
them from excessive acidi?cation. Moreover, as protons are 
released in vivo, they Will be diluted in the extracellular 
spaces, buffered by physiological buffers, and ultimately 
cleared from the tissue by the lymphatic and circulatory 
systems. Over the relatively long time during Which protons 
are released, the physiological dilution, buffering, and clear 
ance mechanisms Will remove the acid load, keeping the pH 
at the tissue Within acceptable ranges. Thus, these mem 
branes are suitable for implantation in vivo Without causing 
excessive tissue disruption due to a large acid load being 
delivered. 

FIG. 6 shoWs the results of studies in Which the pH of the 
PBS solution varies as a function of the membrane pH and 
composition of the membrane. Membranes Were placed in 
PBS solution for 4—5 days, times at Which the acidi?cation 
had reached equilibrium (Table 3). The membrane compo 
sition Which resulted in the least acidi?cation Were the 
pre-conditioned 80/20/300k membranes (0). These mem 
branes Were made as described above, except for an addi 
tional step of soaking the membranes in PBS and then 
re-drying them (see Examples 7—9). The 80/20/200k mem 
branes cast in PBS (+) delivered the next loWest acid load, 
and the 50/50 CMC/PEO (900k) series of membranes (A) 
delivered the third loWest acid load to the PBS solution. 
Membranes made of 100% CMC: (I), 80/20/200k (C), and 
the 80/20/900k (A) delivered progressively more acid to the 
PBS, and the 80/20/300k series of membranes made With 
CMC With a degree of substitution of 1.12 10 delivered the 
most acid to the PBS solution. 

FIG. 6 also shoWs that conditioning membranes by soak 
ing them in PBS decreased the acid load delivered to the 
PBS solution. For example, a pre-conditioned membrane 
cast at an original pH of 3.4 reduced the pH of the PBS 
solution only to 7.0 from 7.4. Thus, for those applications in 
Which a long lasting membrane is needed, but one Which 
Will cause the least acidi?cation, preconditioning of an 
acidic membrane in PBS is desirable. 

Example 3: Membranes With Different PEO/CMC Ratios 
500 ml batch of a 80/20 CMC/PEO membrane Was 

obtained by dissolving 8.0 g CMC and 2.0 g PEO in 500 mL 
deioniZed Water (source of CMC and PEO, and solution 
processes Were as in Example 1). While stirring at loW speed 
(60 RPM), 200 g of this polymer solution Was acidi?ed With 
1500 pl of 5 N HCl (LabChem, Pittsburgh, Pa.), resulting in 
an equilibrium pH of 3.17. The acidi?ed polymer solution 
Was next poured into polystyrene dishes and dried out in a 
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similar Way as described in Example 1. By changing the 
relative amounts of CMC and PEO, membranes With dif 
ferent compositions Were obtained. 100% CMC membranes 
Were more brittle and less ?exible than PEO-containing 
membranes. For our purposes, membranes Which contain 
more than 70% PEO are generally not preferable as these 
membranes Were unstable in an aqueous environment. 

TABLE 4 

Viscosity Of Solutions With Different CMC/PEO Ratios 
(cps @ Spindle #6 200 C.) 

Membrane 
Composition 
(1000 kd PEO) 
(% CMC/% PEO: Spindle RPM 

pH) 0.5 1.0 2.5 5.0 10.0 

25/75 

4.0 8000 7000 4800 4400 3700 
2.6 3200 3000 2800 2400 2000 

33/66 

4.0 8000 7000 6800 6200 5100 
2.6 — 3000 3200 2800 2500 

50/50 

4.0 16,000 15,000 12,800 10,600 8400 
2.6 4000 5000 4800 4200 3500 

66/33 

4.0 28,000 25,000 20,400 16,000 12,300 
2.6 8000 7000 6400 5800 4900 
100% CMC 

4.0 72,000 61,000 42,800 31,600 28,700 
2.6 88,000 67,000 42,400 29,400 20,400 
100% PEO 

(900 kd) 480 300 280 290 290 
2.6 

Table 4 shoWs the effect of CMC/PEO ratio on solution 
viscosity. Membranes Were made With different percentages 
of PEO (m.W.: 1,000,000) at tWo different pHs. Solutions 
containing higher proportions of CMC Were more viscous 
than solutions containing less CMC. Furthermore, the less 
acidic solutions had a higher viscosity than solutions With 
more acidity. This relationship held for all solutions except 
for the 100% CMC solution. At a pH of 2.6, the viscosity 
Was slightly higher than at a pH of 4.0. This Was possibly 
due to the association betWeen CMC molecules at loWer pH. 

Larger than expected viscosity decreases Were obtained 
When the tWo solutions Were mixed. For example, an 85% 
loss in viscosity Was achieved When solutionsA(pH 2.6) and 
B Were mixed in a 50/50 ratio. At a spindle RPM of 2.5, the 
starting 2% CMC concentration (W/v), pH 2.6 solution had 
a viscosity of 42,400 cps, the 2% PEO solution had a 
viscosity of 280 cps. Thus, if viscosity of a mixture is the 
average of the viscosities of the components, We Would 
expect that a 50/50 CMC/PEO solution Would have a 
viscosity of (42400+280)2=21300 cps (approximately a 
50% viscosity decrease from that of CMC alone). HoWever, 
the actual CMC/PEO (50/50) solutions had a viscosity of 
only 4,800 CPS. A similar, more than expected decrease in 
viscosity Was reported by Ohno et al. (Makromol. Chem, 
Rapid Commun. 2, 511—515, 1981) for PEO blended With 
dextran and inulin. 

Further evidence for intermolecular complexation 
betWeen CMC and PEO is shoWn by comparing the relative 
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decreases in viscosity caused by acidi?cation for the 100% 
CMC and CMC/PEO mixtures. Table 4 shoWs at 2.5 rpm, 
the viscosity of CMC solution remained essentially 
unchanged When the pH Was decreased from 4.0 to 2.6. 
HoWever, for mixtures of CMC/PEO, the aci?diation caused 
a large decrease in viscosity. The decreases Were by 69%, 
63%, 53%, and 42% for mixtures of CMC/PEO of 66%/ 
33%, 50%/50%, 33%/66%, and 25%/75%, respectively. 

Thus, there is an intermolecular association betWeen 
CMC and PEO, Which, We theoriZe, results in PEO mol 
ecules becoming interspersed betWeen CMC molecules, 
thereby preventing intermolecular bonding betWeen the 
CMC molecules. Such a theory could account for the 
observations, but We do not intend to limit the present 
invention to any single theory of molecular interaction. 
Other theories may account for the observations. 

Next, after manufacturing membranes With different 
CMC/PEO ratios We studied their hydration, acid load, and 
solubility properties using methods described above. 

TABLE 5 

Effect of CMC/PEO Ratio on Hydration Acid Load and Solubility 

Membrane 
Composition 
(% CMC 7HF/ Membrane Hydration Acid Load Solubility 
% PEO 900 kd) pH Ratio (%) (PBS pH) (% Mass Loss) 

100% CMC 2.52 1145 3.46 9.7 
66/33 2.87 2477 3.80 30 
50/50 2.94 3077 4.58 34 
33/66 2.98 (dissolved) 5.88 (dissolved) 

Table 5 shoWs the effect of increasing the PEO concen 
tration in CMC-PEO membranes on the % Water uptake, 
acidity, and mass loss. Increasing the PEO content of mem 
branes increases the hydration ratio and solubility and 
decreases the acid load delivered to PBS. These results 
indicate that as the total amount of CMC in the membrane 
decreases, the acid load decreases. 

The effect of a different CMC/PEO ratios is further 
demonstrated in FIG. 5 (solubility vs. membrane pH), and 
FIG. 6 (membrane acidity vs. PBS solution pH). 

Example 4: Membranes of Different Molecular Weight 
PEO 

Membranes of PEO’s of different molecular Weight Were 
made by mixing 2% (W/v) PEO solutions With 2% (W/v) 
solutions of CMC (type 7HF PH (lot FP 10 12404) obtained 
from the Aqualon Division of Hercules (Wilmington, Del.). 
PEO’s With a molecular Weight of 8000 (8K) Was obtained 
as Polyglycol E8000NF from DoW Chemical, Midlands, 
Mich. The PEO’s With molecular Weights of 300,000 
(300K), 900,000 (900K), and 5,000,000 (5M) Were all from 
Union Carbide. 2% (W/v) solutions of PEO Were made by 
dissolving 6.0 g of PEO in 300 ml deioniZed Water according 
to the methods used in Example 1. The CMC stock solution 
Was similarly made by dissolving 10.0 g CMC in 500 ml 
deioniZed Water. The CMC stock solution Was acidi?ed by 
adding 2100 pl concentrated HCl to decrease the pH of the 
casting solution to 3.37. 
A 50% CMC/50% PEO (8K) membrane Was made by 

mixing 40.07 g of the CMC stock solution With 40.06 g of 
the PEO (8K) stock solution. The casting solution Was 
acidi?ed to a pH of 3.46. A 50% CMC/50% PEO (300K) 
membrane Was made by mixing 39.99 g of the CMC stock 
solution With 40.31 g of the PEO (300K) stock solution and 
adding suf?cient HCl to loWer the pH to 3.45. A 50% 
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CMC/50% PEO(900K) membrane Was made by mixing 
39.22 g of the CMC stock solution With 39.63 g of the PEO 
(900K) stock solution and adding suf?cient HCl to loWer the 
pH to 3.56. A 50% CMC/50% PEO (5M) membrane Was 
made by mixing 38.61 g of the CMC stock solution With 
40.00 g of the PEO (5M) stock solution and adding suf?cient 
HCl to loWer the pH to 3.55. 
Membranes made from these various acidi?ed CMC/PEO 

mixtures Were cast and dried according to the methods given 
in Example 1. FIG. 7 shoWs the effect of the molecular 
Weight of PEO on the hydration ratios of the resulting 
membranes. The results indicate that increasing the molecu 
lar Weight of PEO increases the hydration ratio, although 
there Was little increase in hydration by increasing the PEO 
molecular Weight from 900 kd to 5000 kd. Further differ 
ences betWeen the membranes made from various molecular 
Weights of PEO’s can be observed from the data presented 
in FIGS. 4—6. 
Example 5: Membranes of Different Molecular Weight 

CMC 

A50% CMC/50% PEO membrane Was made from CMC 
(type 7MF PH; lot FP10 12939, obtained from the Aqualon 
Division of Hercules, Wilmington, Del.) and PEO With a 
molecular Weight of 900,000 (Union Carbide). In contrast to 
the “high viscosity”, type 7HF CMC, the 7 MF CMC has a 
much loWer viscosity in solution. The average molecular 
Weight of type 7 MF is approximately 250 kd as compared 
to 700 kd for the 7HF type CMC. 5.0 g of CMC and 5.0 g 
of PEO (900K) Were pre-blended dry and then dissolved in 
500 ml deioniZed Water according to the methods of 
Example 1. The solution Was acidi?ed With 950 pL of 
concentrated HCl Which reduced the pH to 3.48. A mem 
brane made from 20.0 g stock casting solution. Other 
portions of the stock solution Were used to make more acidic 
membranes (With casting solutions pH’s of 3.07, 2.51, and 
1.96). The membranes Were cast and dried from these 
acidi?ed solutions. After drying, the hydration ratio, mass 
loss, and acid load Were determined as previously described. 
See Table 6. 

TABLE 6 

Properties of LoW Molecular Weight CMC 

Membrane pH Mass Hydration PBS 
50% CMC (7 MF)/ Loss Ratio Solution 
50% PEO (900 kd) (%) (%) pH 

3.48 dissolved not determined 5.93 
3.07 dissolved not determined 5.33 
2.51 dissolved not determined 5.20 
1.96 60 343 4.33 

When placed in PBS solution for 5 days (the “acid load” 
test, see above), each of the membranes loWered the pH of 
the PBS solutions. The 3 higher pH membranes lost there 
sheet-like structure and turned into an amorphous, diffuse 
gel. Only the most acidic membrane maintained its struc 
tural integrity. Comparing this membrane With others (FIG. 
5) shoWs that at a pH of 2.0, the membrane made of loWer 
molecular Weight CMC Was the most soluble. Thus, the 
strength of the association complex is dependent upon the 
molecular Weight of the CMC. 
Example 6: CMC/PEO Membranes With a Different 

Degree of CMC Substitution 
CMC/PEO membranes Were made from CMC of type 

99-12M31XP (lot FP10 12159, degree of substitution (d.s.) 
of 1.17, obtained from the Aqualon Division of Hercules, 
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Wilmington, Del.) and from PEO With a molecular Weight of 
300,000 (Union Carbide). 200 ml of blended polymer solu 
tion Was acidi?ed With 600 pl of concentrated HCl to yield 
a stock solution With a pH of 4.07. 20.7 g of this casting 
solution Was poured into a petri dish; the membrane Was 
dried as described in Example 1. The rest of the stock 
solution Was used to make membranes With increased acid 
ity. The pHs of the casting solutions for those membranes 
Were 3.31, 3.03, 2.73, 2.44, and 2.17, respectively. 

FIGS. 4—6 shoW the properties of these membranes com 
pared to others With different compositions of CMC and 
PEO. FIG. 4 shoWs that the hydration ratio of CMC With a 
degree of substition of 1.12 (69) is similar to that of other 
CMC/PEO membranes With a hydration ratio of 836% Water 
When placed in PBS for 4 days. HoWever, there are differ 
ences in other measured properties. FIG. 5 shoWs that 
compared to the other membranes, the membranes made 
from CMC With the higher degree of substitution produce 
the most soluble membranes. FIG. 6 shoWs that membranes 
made from highly substituted CMC produce membranes 
Which deliver the largest acid load to PBS. This is consistent 
With the idea that at any given pH, there are more hydrogen 
ions available for dissociation in these membranes made 
With higher d.s. 

Example 7: Ammonia Conditioning of Membranes 
To study the effects of alkali conditioning on CMC/PEO 

membranes, 3 pieces of dried membranes (approximately 
160 mg, composition: 80% CMC (7HF PH)/20% PEO 
(300K or 5000 kd) Were placed in a petri dish. 30 ml of 0.5 
N ammonium hydroxide (made from 10><dilution of 5 N 
ammonia, LabChem, Pittsburgh, Pa.) Was added, immersing 
the membranes. Once completely immersed, the membranes 
Were alloWed to soak for either 1 or 5 min. The membranes 
Were then removed from the ammonia solution, the excess 
ammonia Was blotted off With ?lter paper, and the mem 
branes Were placed in a gravity convection oven at 45° C. 
and alloWed to dry. After drying and re-equilibrating at room 
temperature, the membrane’s mass Was determined. After 
drying, the membranes hydration ratio, acid load, and solu 
bility Were determined. Results are shoWn in Table 7. 

TABLE 7 

Effect of Ammonia Conditioning On CMC/PEO Membranes 

Mass Mass 
Membrane Hydra- Loss Loss Total 
Composition Treatment tion PBS after after PBS Mass 
80% CMC/ Control or Ratio pH; at NH3 (4d) Loss 
20% PEO 0.5N NH3 (%) 4 d (%) (%) (%) 

300 kd PEO Control 258 4.33 — 29 29 

pH 2.03 1 min 374 7.29 22 1 23 
5 min 368 7.29 22 0 22 

300 kd PEO Control 281 3.92 — 26 26 

pH 2.45 1 min 551 7.23 21 7 28 
5000 kd PEO, Control 553 4.24 — 36 36 
pH 3.1 1 min 4774 6.98 21 61 63 

Table 7 shoWs that ammonia treatment substantially 
decreased the acid load delivered to a PBS solution. By 
extension, this effect Would also decrease the acid load 
delivered to a tissue in vivo. Also, compared to other 
membranes delivering the same acid load to the PBS other 
solutions, ammonia-conditioned membranes have loWer 
solubility, and thus, increased residence time in vivo. 
Therefore, it is possible to introduce antiadhesion mem 
branes With long residence times Which deliver little residual 
acid to tissues. In contrast, unconditioned membranes at a 
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pH of approximately 7.0 rapidly disintegrate, and thus are of 
little value in preventing post surgical adhesions. 

Treating the membrane after initial manufacture reduced 
the acid load of the membrane. Compared to the controls 
(not soaked in ammonia) in all cases the conditioning 
treatment increased the pH from approximately 4 to more 
neutral pH values. Compared to the controls, the condition 
ing treatment also increased the hydration ratio of the 
membranes. Whereas this hydration increase Was relatively 
small for the tWo types of acidic membranes, the least acidic 
(pH 3.1 80% CMC/20% PEO (5M)) membrane sWelled to a 
higher degree. The effect of the treatment therefore is 
dependent on the prior condition of the membrane. The total 
mass loss due to the ammonia conditioning in tWo cases (for 
the 80% CMC/20% PEO(300 kd) pH 2.03 membranes) is 
slightly loWer than that of the controls. This unexpected 
result may be due to the initial loss of salt in the ammonia 
solution folloWed by a uptake of salt in the salt-depleted 
membranes during soaking in PBS. 
Example 8: Conditioning Membranes Using Phosphate 

Buffer 

Similar to Example 7, membranes Were conditioned after 
manufacture in phosphate buffer (50 mM, pH 7.40). Apiece 
of dry membrane (0.163 g; 80% CMC (7 HF PH)/20% PEO 
(5000 kd), pH 3.1) Was placed in a petri dish. The membrane 
Was soaked for 5 min in 30 ml of monobasic potassium 
phosphate/sodium hydroxide buffer (50 mM, pH 7.40; 
Fisher Scienti?c). After 5 minutes the membrane Was 
removed from the solution, excess buffer blotted off With 
?lter paper, and the membrane Was placed in a gravity 
convection oven at 45° C. to dry. After drying and 
re-equilibration at room temperature, the membrane’s mass 
Was 1.42 g (i.e., 13% mass loss). Other membranes Were 
soaked for 20 or 60 minutes in buffer before drying. After 
drying, the membranes Were tested as above. The hydration 
ratio, acid load, and solubility (after 4 days in PBS) for each 
of those membranes Was determined, and the results are 
shoWn in Table 8. 

TABLE 8 

Effect Of Phosphate Buffer Conditioning On CMC/PEO Membranes 

Mass Mass 
Membrane Loss Loss After Total 
Composition Hydration PBS After PBS Mass 
80% CMC/ Ratio pH PO4 (3 d) Loss 
20% PEO Treatment (%) (3 d) % (%) (%) 

PEO Control 258 4.33 — 29 29 

(300 kd) 5 min 296 5.92 20 10 30 
pH 2.03 
PEO Control 553 4.24 — 36 36 

(5000 kd) 5 min 572 6.58 13 18 31 
pH 3.1 20 min 685 7.17 16 19 35 

60 min 833 7.30 20 17 37 

Table 8 shoWs that like ammonia conditioning, phosphate 
buffer conditioning neutraliZed the acid load delivered to the 
PBS solution. Moreover, increasing the duration of exposure 
to phosphate buffer resulted in progressive neutraliZation of 
the acid in the membranes. The pH increased from approxi 
mately 4.3 to 7.30 after 1 hour incubation. These membranes 
remain intact in PBS for at least 3 days. In contrast, 
membranes made at an original pH of 7.0 and above 
hydrated rapidly as and completely dissociated and lost 
integrity Within several hours. Thus, conditioning acidic 
membranes With alkali or neutral phosphate buffer can 
decrease membrane solubility (increase residence time in 














